
 

  

Supplemental Figure 1. PRN694 differentially affects NF-κB and NFAT1 responses 
during variable peptide stimulation.  
(A-B) Line plots depicting NFAT1 or NF-κB (p65) activation in OT-I nuclei in response to 30-
minute stimulation by WT splenocytes loaded with indicated doses of N4, T4, or G4 peptide, 
with or without treatment with 50 nM PRN694. Error bars indicate s.e.m. (C-D) Line plots 
and histograms depicting NFAT1 or NF-κB (p65) activation in response to 30-minute or 2 
hour stimulation of OT-I WT or Itk-/- cells by WT splenocytes loaded with 100 nM N4 
peptide, with or without treatment with 50 nM PRN694. Line plots represent data compiled 
from three independent experiments and show mean+/-SD. 
 



 

  

Supplemental Figure 2. RNA-seq replicate correlation and principal component 
analysis. 
(A) Sample-to-sample correlation to compare RNA-seq replicates. (B-D) Principal 
component analysis of all RNA-seq replicates across all stimulation conditions. 



 
 
  Supplemental Figure 3. Graded TCR signaling induces a single transcriptional 

program. 
(A-C) Indicated overlap of induced genes identified in each tested TCR signaling condition. 
N4 = blue (n=487), T4 = orange (n=284), N4 + PRN694 = red (n=390), T4 + PRN694 = green 
(n=122). (D-E) The effect of stimulation with weaker affinity peptide vs treatment with 
PRN-964. Linear correlation of Log2 fold-change values determined by differential 
expression analysis of either N4/N4+PRN694 or N4/T4 comparisons at each time point. 



 
  

Supplemental Figure 4. Example patterns of detected early transcripts. 
Line plots depicting normalized count data of selected gene transcripts over the course of 
the 2-hour RNA-seq experiment. Colors are consistent with other figures. Data represent 
three separate biological replicates. All genes presented are significantly differentially 
expressed compared to control at least at one time point. Error bars represent s.e.m. 



 

  

Supplemental Figure 5. Principal component analysis of ATAC-seq replicates. 
Principal component analysis of batch-corrected peak coverage data for all ATAC-seq 
replicates across all stimulation conditions. 



 
 
 

  

Supplemental Figure 6. Specific NF-κB inhibition differentially reduces c-Fos 
protein accumulation. 
(A-B) Histograms depicting effect of titration of IKK-16 (A) or PD325901 (B) on NFAT1, 
NF-κB, and p-Erk1/2 activation after 1-hour simulation with N4 peptide. (C) 
Histograms demonstrating the effect of 500 nM IKK-16 or 1000 nM PD325901 on c-Fos, 
Egr2, and CD69 protein expression in OT-I cells stimulated with N4 peptide for 2 
hours. (D-E) Line plots of depicting 500 nM IKK or 1000 nM PD325901 treatment on c-
Fos (D) and Egr2 (E) protein accumulation over 4 hours stimulation with N4 peptide. 
Compiled are three separate experiments, error bars indicate s.e.m. 



 

Supplemental Table 1. Gene ontology results of unique genes within ATAC-seq 
Cluster 1. 
Enrichment statistics of Wikipathways (WP_) and MSigDB Hallmark (H_) terms reported 
for gene annotations near peaks unique to Cluster 1 (gene names found in multiple clusters 
were removed before analysis). 
 


